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1, Currently enmeshed in hhe fate of £ granules., Can thess really givr any importang
imformation? By following a granule during the growth of a single cell, one might get
a clue as to whether groth is interstitial or bipodar (jn a few cases). To distinguih,
one might have to show increasing separation between two granules, before flgsiom in
a single cell and thismay be difficult.

It is already clear that 1) terminal granules usually remain terminal, and that this
is the most common type, already suggesting a polarity in the cell. Occasionally,
bi-antipolar cells are seen (more commonly that bi-synpolar), suggesting that the

two poles share something distinct from the fissile center. However, the basic
interest in the Z granule for the current problem is the possible correlation with

E, and this, if anything is what should be pursued for now., Later it may be conveneint
to try to bepeat experiments with a polar-flagellated organism, -

Another sideline is to use the mhaihs in stiff medium to study other problems, chiefly
lethalktym both spontaneocus and UV. Also look for data en growth of branched cells.
(Twort)

2, More pertinent: 1),look for divided E further. 2) diagnose E,S sells by viscous
‘media. 3§etranafer intermediate chains for electron microscopy 4) clean up serotypes
of co-segregants-— collect more? 5) For , and others need to complete review of data
and write up.

Lab plags: what to doS? Things are a mess,

3.TODAY: Clean up what is accumulated to look at and photograph.
Start new preps. of 93—x w/wo T2, Use for divided clones and for Z correlation.



Motility selection: initials in methocel 1258D

(Sat 5/7/55~ Sun 5/8/55—-)

Use TZ atadmed prepn. 5/6. 12n7 Chexked first with 1237A1+ for swam
motility., In this series, used 2% methocel 400, diluted c¢. 1/10 with penassay.

a) use methocel for trap; b) isolate initials in broth trap, then trANSFER to mecl,

The latter was found ineffective (probably still too stiff); By 4 PM, had isolated
13 cells still sluggishly motile in mcl trap, and 7 addl. which were at a distance
from reservoir but not now motile. swarm cells were sluggishly potile in this metho-
cel conec., about 56-70% were directly inhibited. This oln. probably wets glass more
effectively, at any rate it tends to spread, and a few of the mbbiles below may be
contaminants from 1237A1+/

The motile residuals above were M‘p in individual drops of broth for class. as
Sw. or E cells,

Ngnfound, in first group: 6 swams, 3 E, 2 ng, 2 F.
second | LE 1ng 2F

Total 6S 7B 3ng 4LE

which demonstrates strong selection against § cells

Destdiled counts:
growth motiles

1. 4t 9 (104)

2 3% ouf swarm, 50%2-

3 4 2

4, ng The occasion was also used to

5 M 12 (from Z cell, but 2 nf) plant about 25 single motiles

6 iao b 0,1 (removed beforée test below--per-

” sn? 1 mot cell | baps should have been left in it)

§ 20 o 16, sev. shakes, prob. sw for opngcoddance on immediate

9w ew and later motility of dividing

10 sy o chain cell. About 12 usable cases

11 1ike 8 no diserepancies, some to one or -

12 500 12 two later divisions. As none gave

13 200 sw teo mobiles, pres, none of these
werefE , Of remminddr, most have -

21 4 4 two app. nm at this division--

22 ng it may be possible to reexamine -

23 4t 18 these drops tomorrow. What is

2% 4t 2 significance of this crisis

25 it 5 in termination? Is is growth in

2% it 15 fresh medium? (May still need

27 It 16 & good exhausyed medium to keep

cell size amall,)

P8 These were then used in tests for residual motility in mel, Unf., 1,5 were

wasged in 58% mcl 15 (calc. visc 200) which proved also to inh, swarms, Further

tests were then made with mcl 400, 1.8% and 1% (1:1 penassay), the latter being
adopted as it permits almost full motility of motile swarms(from above). (This mAy

be too fluid for accurate discrimination against E, as will be saen). From E: 12,23,2,
26, 27, alsegedher cells reisolated which remained mot¥ikere planted for further

classification~> nut ; v‘-fy\MQE wstl,y S

W ﬂbt o W)MJ VZt/)Wf oY) Mp‘,\ /FJ.?A/—LA !
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A, isol,
B, isocl.

s Most isolates

Pres d peepn. used. (
(dsmthor preph. unste

read ing

).

ined, plant out

Z-stained initials. to c.
single /drops on
isolation cg . Ditto for A— p

broth traps: pick‘; c. 4000

Lmost 411 ini are iphibited
for ajtw minutas. 7 cells did persist in
2 persisters in a

T

)

Md-‘o

out of

PM, some
initial cg. first,

aorb

thocel droplets. |

and may have part.

ones.

had been |separa

v 2 9:45-1N; phage to 1:20, cs ntr.

droplsts individually.

fresh 1sdl. C to 4230
transfer latter as families o
t out descendants,

initials | (somewha

serum, 'di:ough cells may continue to

and refr| 1:40)

|

1
|
|

t late now Jor tes

solate 1pitié.ls ih 1% methocel 400

ts)

s planted out. 3 proved viablem aw::ms.

DCG for |results of platings(after
but neither viable. :

i
|
i

dimikikshed thersfore.
1% Methoce probably too thin..

once or' twice at

picking to broth)

n2-n4 owever,

or

Is 38 isolations, 3 ng; 5 swarms; on}y A4E, none inferesting \
E-clones were r ed for cqntent. In B2, sib/ to swarms 22 otiles,
transferred »3; 4; 5(sw). The motiles in E2 tested, all jgave risé to
inviable or ¥ clones & therefore certainly not sy cel}s/ {

s rig:l.na.lli looked as if o c. 100+/104 but these later proved to be azarms.
The |clone wa vered (owing to drying out‘ to verify originaly low assay.
d \Y ' | ] z
Pl o H{—\ 10" ke )
I ~
) /€
evau / |
Otherwise, de numbers |off internediates were not Irecorded.

| Fe 5/10 interm motiles tested in & serum: | at least (28) frqn 5 clones were bo,

| but 2/4|from B15|were not! However, two sted swarms were inhibited; specificity

of se should reche . 7 Y? :

, /5%

Also saved 1259B1 (= b8). |Swarm~ test§1 by plating ;
sB (= ¢ 2z cell removed at ng = nonmot,h) (not nPt cer record
omid a1l | | |
DCG £ D1-3 motile but with confusing clusters. Bl: no| definite swarms B2b \
"alJT cluaterq"- a pure non-mbtile. Will} have to|be recdh?cked on return | kﬁ\f,\ '



E: 34 isolates planted w/o lineage afterward,

4E (9,11,15,16) .

9’?8 (1, 4,3,]:,]:,6)7,3,3,5,5,?,1‘,3,},4,....)
w - Rl

5 ng.

Only conclusion: medium not adequately selective. Try 13% methocel 400
(v.i.: 1260)
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-~x SW666 in methoeel 1260
Partitions

May 13. New prepn., unstained. (probably usual, about 90-120mins. )
Fuse drops 2:30 Collect to 3:30. Cf 1259D motile.

No initial was nearly as active as 59D, Pick those hhat have momed the furthest,
not necessarily v. active now, Estimated yield, 10% of broth yield.

Noye : to compensate for spreading of methocel solution, use cg., that has been
greased (human), then flemed. This workesyfflwell, especially with latger drops,
but smaller drops are too convex for best visualization. Intention was partly
to look for early chains (E) in the methowel, but tile did not allow and most isolates
were made to broth directly/(A, B resp.) Lineages were separated at ny=3.
As 1,2,3,6 ok, Partitions at nj:

Lt sl 6s5 ng snakes, Later transferred entife clones to get
fullest estimate of motiles.

Al came out +(14):6 Sepn at n; =

Bl-14,21-36, 4 ng, Mostly non E. Records show at first scanning:
2:431 LE 221 3 7320 03431 13338 3 244 2:1 1:0 5
swiswiswi;sw (1260B33 later DCG verified purity of each). 635 it

Underscores were rechecked (on ungreased slide!) and faliiowing definitobe
falues for splits on theses

1:20 8:20 232 4312 3:2 7: 26 Therefore no equal splits.
General totals:
ES5

ng 4
sw l

— Little if any selection for E in 13¥ methocel.400. Need

33 .
2% which probably totally stops many motile cells,
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